t 

THAT WHICH IS CLAIMED: 



25,000 tol40,000 tells/crn 



A methcJd for determining the ability of a compound to affect the 
differentiation of preadippcytes to adipocytes, comprising: 

a) plaipg isolated human preadipocyte cells at a density of about 
a preadipocyte medium comprising a defined cell culture 

medium having or supplemented with 1.0-4.5 g/liter glucose; 

b) ^ incubating said cells at about 37°C for about 4-48 hours until said 
v \ 

cells are about 95-100% confident; 

c) replacing said preadipocyte medium with a d ifferentiat ion medium 
comprising a defined cell culture medium having or supplemented with 1.0-4.5 g/liter q\ 0 
glucose; a cyclic AMP inducer; 1Q0 nM to 1 |uM insulin, or an equivalent amount of an 
insulin analogue; ^yx^A to 1 jaM of a glucocorticoid; and said c ompo und in an 



appropriate vehicle or vehicle alonei 

d) incubating saitt cells at about 37°C for about 2-4. days; 

e) replacing said differentiation medium with an adipocyte medium 
composing a defined cell culture medmhi having or supplemented with 1.0-4.5 g/liter 
glucose; 100 nM to 1 jiM insulin, or anmquivalep* amount of an insulin analogue; and 16 
nM to 1 (iM of a glucocorticoid; 

f) incubating said cells at about 37°C for about 1-2 weeks and 
refeeding said cells with said adipocyte medium at least every 3-4 days; and 

g) determining the number or percentage of differentiated cells in the 
cells from step (f) fed at step (c) with said differentiation medium containing said 
compound; 

h) determining the number or percentage of differentiated cells in the 
cells from step (f) fed at step (c) with said differentiation medium containing said vehicle 
alone; and 

i) comparing the number o^ percentage of differentiated cells from 
steps (g) and (h); 
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wherein said preadipocyte medium, said differentiation medium and said 
adipocyte medium ar]p maintained at a pH of about 7.0 to 7.6 when in contact with said 
cells. 



fjfj A method for determining the ability of a compound to act as a PPARy 
antagonist, composing: 1 

a) pkting isolated human preadipocyte cells at a density of about 
25,000 to/40,000 cells/crk? in a preadipocyte medium comprising a defined cell culture 
medium having or supplemented with 1.0-4.5 g/liter glucose; 

b) incubating said cells at about 37°C for about 4-48 hours until said 
cells are about 95-100% confluent; 

c) replacing said preadipocyte medium with a differentiation medium 
comprising a defined cell. culture medium having or supplemented with 1.0-4.5 g/liter 
glucose; a cyclic AMP induces 100 nM to 1 |nM insulin, or an equivalent amount of an 
insulin analogue; 16 nM to 1 |iM of a glucocorticoid; and a concentration of a PPARy 
agonist effective to stimulate h^maximal differentiation of a human preadipocytes; and 
said compound in an approprme wphicle or vehicle alone; 

d) incubatinksaid c^W^at about 37°C for about 2-4 days; 

e) replacing/said differentiation medium with an adipocyte medium 
comprising a defined cell culture medium having or supplemented with 1.0-4.5 g/liter 
glucose; 100 nM to 1 |jM insulin, orW equivalent amount of an insulin analogue; 16 nM 
to 1 jiM of a glucocorticoid; 

f) incubating said iells at about 37°C for about one week and 
refeeding said cells at least once with the supplemented medium from step (e); and 

g) determining the ntmber or percentage of differentiated cells in the 
cells from step (f) fed at step (c) with meflium containing said compound; 

h) determining the number or percentage of differentiated cells in the 
cells from step (f) fed at step (c) with medium containing said vehicle alone; and 

i) comparing the numbpr or percentage of differentiated cells from 
steps (g) and (h); 
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wherein said preadipocyte medium, said differentiation medium and said 
adipocyte medium ^re maintained at a pH of about 7.0 to 7.6 when in contact with said 
cells. 



A method for determining the ability of a compound to act as an insulin 
analogue, comprising: \ 

a) plating isolated human preadipocyte cells at a density of about 
25,000 to@000 cells/cm \in a preadipocyte medium comprising a defined cell culture 
medium having or supplemented with 1.0-4.5 g/liter glucose; 

b) incubating said cells at about 37°C for about 4-24 hours until said 
cells are about 95-100% confluent; 

c) replacing^ said preadipocyte medium with a differentiation medium 
comprising a defined cell culturamedium having or supplemented with 1.0-4.5 g/liter 
glucose; a cyclic AMP inducer;^<f^ a glucocorticoid; and a concentration 
of a PP ARy agonist or RXR agonist effective to stimulate differentiation of a human 
preadipocytes; and said compound iWn appropriate vehicle or vehicle alone; 

d) incubating |sai&cells^t^b6ut 37°C for about 2-4 days; 

e) replacing saig differentiation medium with an adipocyte medium 
comprising a defined cell culture medhW having or supplemented with 1.0-4.5 g/liter 
glucose; 16 nM to 1 |iM of a glucocorticoid; and said compound in an appropriate vehicle 
or vehicle alone; \ 

fy incubating said cel|s at about 37°C for about 1-2 weeks and 
refeeding said cells at least every 3-4 days With said adipocyte medium; and 

g) determining the number or percentage of differentiated cells in the 
cells from step (f) fed at step (c) with medium containing said compound; 

h) determining the number or percentage of differentiated cells in the 
cells from step (f) fed at step (c) with medium containing said vehicle alone; and 

i) comparing the number or percentage of differentiated cells from 
steps (g) and (h); \ 
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wnerein said preadipocyte medium, said differentiation medium and said 
adipocyte medium pre maintained at a pH of about 7.0 to 7.6 when in contact with said 
cells. 




A method for determining the ability of a compound to act as a 
glucocorticoid or glucocorticoid analogue, comprising: 

a) plating isolated human preadipocyte cells at a density of about 

/ \ 2 

25,000 to '^0^000 cells/crm in a preadipocyte medium comprising a defined cell culture 
medium having or supplemented with 1.0-4.5 g/liter glucose; 

b) incuoating said cells at about 37°C for about 4-24 hours until said 
cells are about 95-100% confluent; 

c) replacing said preadipocyte medium with a differentiation medium 
comprising a defined cell culture medium having or supplemented with 1.0-4.5 g/liter 
glucose; a cyclic AMP inducer! 100 nM to 1 jJVt insulin, or an equivalent amount of an 
insulin analogue; and a concentration of a PP ARy agonist or RXR agonist effective to 
stimulate differentiation of a human preadipocytes; and said compound in an appropriate 
vehicle or vehicle alone; \ 

d) incubating MhA cells at about 37°C for about 2-4 days; 

e) replacing sain uifferentfation medium with an adipocyte medium 
comprising a defined cell cultureWdtelm having or supplemented with 1.0-4.5 g/liter 
glucose; 100 nM to 1 jjM insulin, orWn equivalent amount of an insulin analogue; and 
said compound in an appropriate vehijcle or vehicle alone; 

f) incubating saidjcells at about 37°C for about 1-2 weeks and 
refeeding said cells at least every 3-4 days with said adipocyte medium; and 

g) determining the number or percentage of differentiated cells in the 
cells from step (f) fed at step (c) with medium containing said compound; 

h) determining the nmmber or percentage of differentiated cells in the 
cells from step (f) fed at step (c) with meflium containing said vehicle alone; and 

i) comparing the number or percentage of differentiated cells from 
steps (g) and (h); \ 
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wherein said preadipocyte medium, said differentiation medium and said 
adipocyte medium are maintained at a pH of about 7.0 to 7.6 when in contact with said 
cells. 



A method for introducing DNA into human adipocytes wherein said adipocytes 
are prepared using a method ^or differentiating human preadipocytes into adipocytes, 
comprising: 

a) plating isolated human preadipocytes at a density of about 25,000 
to 30,000 cells/cm 2 in a preadipocyte medium comprising a defined cell culture medium 
having or supplemented with 1.0-4.5 g/liter glucose; 

b) incubating said cells at about 37°C for about 4-48 hours until said 
cells are about 95-100% confluent; 

c) replacing saidWeadipocyte medium with a differentiation medium 
comprising a defined cell culture medium having or supplemented with 1.0-4.5 g/liter 
glucose, 0.2 to 0.5 mM isobutylmethylVanthine; 100 nM to 1 jaM insulin, or an equivalent 
amount of an insulin analogue; 16 nfyl toil |nM of a glucocorticoid; and a concentration of 
a PPARy agonist or RXR agonist effectiW-te^nmulate differentiation of human 
preadipocytes; 

d) incubating said cellk at about 37°C for about 2-4 days; 

e) replacing said differentiation medium with an adipocyte medium 
comprising a defined cell culture medium having or supplemented with 1.0-4.5 g/liter 
glucose; 100 nM to 1 jjM insulin, or an equivalent amount of an insulin analogue; 16 nM 

. to 1 (oM of a glucocorticoid; and 

f) incubating said cells al about 37°C for about 1-2 weeks and 
refeeding said cells with said adipocyte medium at least every 3-4 days; 

wherein said preadipocyte meaium, said differentiation medium and said 
adipocyte medium are maintained at a pH of axmt 7.0 to 7.6 when in contact with said 
cells; and wherein said adipocyte is transiently \ 
nucleic acid sequence. 



or stably infected with at least one 



A method for identifyingj^olypeptides secreted from cultured human adipocytes 
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prepared from preadipocytes using a method comprising: 

a) plating isolated human preadipocytes at a density of about 25,000 
to 30,000 cells/cm in a preadipocyte medium comprising a defined cell culture medium 
having or supplementecnwith 1.0-4.5 g/liter glucose; 

b) intubating said cells at about 37°C for about 4-48 hours until said 
cells are about 95-100% confluent; 

c) replacing said preadipocyte medium with a differentiation medium 
comprising a defined cell culmre medium having or supplemented with 1.0-4.5 g/liter 
glucose^ s 0 : 2t^0.5 mMNisobutytaethylxan^ or an equivalent 
amount of an insulin analogue; m> nM to 1 \jM of a glucocorticoid; and a concentration of 
a PPARy agonist or RXR agonist effective to stimulate differentiation of human 
preadipocytes; \ 

d) incubating said cells at about 37°C for about 2-4 days; 

e) replacing said differentiation medium with an adipocyte medium 
comprising a defined cell culture medium having or supplemented with 1.0-4.5 g/liter 
glucose; 100 nM to 1 (JM insulin, or an equivalent amount of an insulin analogue; 16 nM 
to 1 ^M of a glucocorticoid; and \ 

f) incubating said cellaat about 37°C for about 1-2 weeks and 
refeeding said cells with said adipocyte meoium at least every 3-4 days; 

wherein said preadipocyte meflium, said differentiation medium and said 
adipocyte medium are maintained at a pH of about 7.0 to 7.6 when in contact with said 
cells; and wherein said method comprises fractionating the polypeptides 
which are secreted. \ 
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